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Amendment to the Claims: 

This listing of claims will replace gll prior versions, and listings, of claims in the 

application: 
Listing alQaiffiSg 

1- (currently amended) A method of identifying a nucleotide in at least a first 
position in a polynucleotide sequence, comprising: 

providing a polynucleotide target sequence; 

hybridizing the target sequence with a first oligonucleotide probe, wherein; 

the probe comprises a first subsequence of nucleotides, a first ^terminal 
nucleotide, and a first florescent labe l coupled to the 3 ^terminal nncleotido ; 

the subsequence is complementary to a portion of the target sequence that is 
immediately adjacent to the first position; and 

the 3^terminal nucleotide is complementary to one possible nucleotide in the first 

position; 

contacting the hybridized probe and target sequence with polymerase extension 
reagents in a first extension reaction mixture; 

ii^mterit ^easurin ^a level of pglariagdJBj^^ 
from the first extension reaction mixtur e, a decrease 3n polarized fluorescence^ that is 
indicating^© the presence o^bsertee of polymerase extension of the probe, the presence of 
polymerase extension of the probe indicating that the ^terminal nucleotide is complementary to 
the nucleotide in the first position; and 

identifying the nucleotide in the first position. 

2- 3. (cancelled). 

4. (currently amended) The method of claim 1, wherein the polymerase 
extension reagents include a 5j£W-^IX$A polymerase enzyme. 

5. (cancelled). 

6. (original) The method of claim 1, wherein the probe is from about 10 to 
about SO nucleotides in length. 
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7. (original) The method of claim 1, wherein the subsequence is from about 9 
to about 49 nucleotides in length. 

8. (original) The method of claim 1, wherein the polymerase extension 
reagents comprise a non-proofreading polymerase. 

9. (currently amended) The method of claim 8, wherein the non-proofreading 
polymerase is selected from exonuclease oxonuolcoaso minus lclenow fragment, Tag polymerase, 
and TbeniiosequenaseT he rm eseqqe^ 

10« (original) The method of claim l 9 wherein the contacting step occurs in a 
channel of a microfluidic device. 

11. (cancelled) 

1 2« (currently amended) The method of claim 1 , further comprising; 
hybridising the target sequence with a second oligonucleotide probe that 

comprises: 

the first subsequence of nucleotides, a second 3 '-terminal nucleotide, and a 
second florescent label cojjpje^^ the second fluorescent label 

being distinguishable from the first fluorescent label; and 

the second ^terminal nucleotide is different from the first ^-terminal nucleotide 
and is complementary to one possible nucleotide in the first position; and 

wherein the monitoriflg-m^ comprises aragriteriaff^ie rauring a leveJ 

of polarised fluorescence emitted each of the first and second 

fluorescent labels, a deqmmejn r ^ fluqrescence the fluorescent signal from 

one of the first and second fluorescent labels being indicative of polymerase extension of the first 
or second oligonucleotide probe, respectively. 

13. (currently amended) A method for identifying a nucleotide in a first 
position in a target nucleic acid sequence, comprising; 

amplifying the target nucleic acid sequence in a first reaction mixture that 
includes effective amounts of polymerase enzyme and four dNTPs; 

introducing into the first reaction mixture a first primer sequence to produce a 
second reaction mixture under conditions conducive to a polymerase mediated primer extension, 
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wherein the first primer sequence comprises a first subsequence of nucleotides, a fkst ^terminal 
nucleotide, and a first florescent labeI_coupJed toj:h^ Wherein the 

subsequence is complementary to a portion of the target sequence that is immediately adjacent to 
the first position, and the first 3^-terminaI nucleotide is complementary to one possible 
nucleotide in the first position; 

froip the second reaction mixtur e, a decrease in the amount of polarized fluorescence .bring ti^t 
is-indicative of tjiea presence ejr-absefjee-of extension of the first primer sequence^^pffspnce of 
polymerase extension of the first primer sequence indicating that t he 3'-terminal nucleotide is 
comp lementary to the nuc leotide jp Jhe^affit.positiot),; and 

identifying the nucleotide in the first positionHwed-«p^^}«^ 
si gnal - is indicative of i fee^fesene c of extensi o n of- thC"fij\st-primc r 'aequ e n ee . 

14-18. (withdrawn). 
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